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A B S T R A C T   
Meiofaunal organisms play a key role in estuarine ecosystems, being responsible for significant ecological pro-
cesses. However, meiofauna constitutes a particularly difficult community to be monitored through conventional 
morphology-based approaches. New emerging tools, such as DNA metabarcoding, facilitate the access to these 
communities and provide an opportunity to develop routine monitoring programs. In the present study, the 
small-scale spatial variation of meiofaunal communities in the Lima estuary (NW Portugal) was investigated 
using DNA metabarcoding. The first stage of the study aimed to establish the amount of sediment sample to be 
used for DNA extraction and to test six primer pairs, three of them amplifying fragments from the mitochondrial 
cytochrome c oxidase gene (COI) and three other the nuclear ribosomal 18S rRNA gene (18S). In a subsequent 
stage, sediment samples were collected in four stations along an estuarine gradient (salinity ranging between 9 
and 28), in which six sampling points about 4–5 m apart were considered: three in the high intertidal and three in 
the mid intertidal. After the DNA extraction from sediments, COI and 18S amplicon libraries were produced and 
sequenced in an Illumina MiSeq platform. OTUs (operational taxonomic units) recovered by either COI or 18S 
displayed generally high turnover in occurrence among sampling points within a station and tidal horizon, 
among tidal horizons within a station, and among stations of distinct salinity (approx. 60–93%). Both markers 
recorded little variation among stations in OTU richness and in the taxonomic composition of the most dominant 
groups. However, the meiofauna detected differed qualitatively between the two markers used; Amoebozoa and 
Cnidaria were mostly detected with COI while Ciliophora and Platyhelminthes with 18S. In addition, the 
structure of the meiofauna community diverged significantly among stations and was strongly influenced by 
salinity and sediment features. Globally, results indicated a highly patchy distribution of meiofauna taxa in the 
Lima estuary, revealed by the high OTU turnover even between sampling points only a few meters apart. Hence, 
eDNA-based meiofauna surveys require consideration of the necessary sampling effort on relatively small spatial 
scales, as well as an appreciation of the tidal level-induced variation of these communities.   
1. Introduction 
Estuarine environments are extremely relevant due to their high 
productivity, richness in habitats and biotas, and for being responsible 
for fundamental ecosystem processes and functions (Day et al., 2012; 
Savage et al., 2012). Estuaries have been increasingly disturbed by 
multiple anthropic activities (e.g., habitat loss and fragmentation, 
pollution, climate change, introduction of non-native species and 
overexploitation of resources), which may pose at risk the structure of 
biological communities and ecosystem functioning, as well as the ser-
vices provided (Schratzberger and Ingels, 2018). Some of the most 
inconspicuous benthic groups in estuaries are frequently underestimated 
or overlooked by commonly used biomonitoring approaches, despite 
their roles in trophic and non-trophic processes, and their rapid response 
to environmental disturbances (Zeppilli et al., 2015; Sweetman et al., 
2017; Schratzberger and Ingels, 2018; Zeppilli and Leduc, 2018). Among 
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them, meiofauna has received less attention than the larger and more 
easily studied macrofauna (Zeppilli and Leduc, 2018), in spite of its role 
in nutrient cycling and provision of food to higher trophic levels 
(Schratzberger and Ingels, 2018; Zeppilli and Leduc, 2018). 
Meiofaunal organisms comprise a group of benthic organisms 
included between the micro- and the macrobenthos, which are tradi-
tionally sorted by the sieving procedure (Mare, 1942). Meiofauna range 
size may vary from a minimum of 30–63 μm to a maximum of 0.5–1 mm 
(Giere, 2009; Somerfield and Warwick, 2013). However, this constitutes 
only an operational definition, since some taxa can be greater or smaller 
than the size ranges indicated above (McIntyre, 1969; Higgins and Thiel, 
1988). Indeed, meiofauna comprises both small marine metazoans and 
large protists (i.e., the permanent meiofauna), as well as the so-called 
temporary meiofauna, such as juvenile stages of crustaceans, molluscs, 
annelids and thalassobiontes (McIntyre, 1969; Coull and Chandler, 
2019; Giere, 2009; Higgins and Thiel, 1988). Meiofaunal organisms 
have ease of dispersal and short half-life (Coull, 1999), high abundance 
and diversity, rapid generation times and high metabolic rates (Zeppilli 
and Leduc, 2018). They are assumed to have ubiquitous distribution, 
controlled solely by environmental factors, according to the EiE hy-
pothesis: “everything is everywhere, but the environment selects” (Baas--
Becking, 1934; O’Malley, 2008; Fontaneto et al., 2011). Nonetheless, 
the extensive and comprehensive monitoring of meiofaunal biodiversity 
has been hampered both by its bioecological characteristics (i.e., small 
size, presence of sibling species, high intraspecific variability; Tang 
et al., 2012; Fontaneto et al., 2015; Leasi et al., 2016; Leasi et al., 2018), 
and the lack of experts in meiobenthos taxonomy (Creer et al., 2010, 
2016; Guardiola et al., 2015). 
The recent emergence of DNA metabarcoding facilitated consider-
ably the access to the investigation and monitoring of meiofauna com-
munities (Lallias et al., 2015; Haenel et al., 2017; Faria et al., 2018; Leasi 
et al., 2018). Among other, metabarcoding-based studies have contrib-
uted to a better understanding of the “meiofaunal paradox” (Giere, 2009 
and reference therein), which perceives meiofauna as comprising both 
cosmopolitan and narrow-range endemic species, eventually clarifying 
some supposedly wide distributions of meiofaunal taxa (Fonseca et al., 
2014; Lallias et al., 2015; Leasi et al., 2016). Nevertheless, the com-
parison of data obtained through metabarcoding with information 
derived from morphology-based approaches can also be challenging, as 
the resolution and depth of analysis is different, and cryptic diversity 
may further complicate comparability (Coissac et al., 2012; Creer et al., 
2016; Cristescu and Hebert, 2018). 
Some weaknesses have been identified in the DNA metabarcoding 
approach which may affect the ecological interpretation of sequence 
data, including the presence of false positives produced by DNA 
amplification and sequencing biases (Ficetola et al., 2015, 2016), in-
sufficiencies in experimental design and sample size employed (Cris-
tescu, 2014; Brannock and Halanych, 2015; Nascimento et al., 2018), 
composition bias originated by the choice marker loci and primer pairs 
(Cristescu, 2014; Carugati et al., 2015; Deiner et al., 2015; Sinniger 
et al., 2016) and inconstancy of procedures for sequence data treatment 
(Flynn et al., 2015; Clare et al., 2016; Goldberg et al., 2016). These 
biases can influence the number and the quality of data necessary to 
determine accurately the taxonomic composition of the studied com-
munities. Hence, important technical hurdles must be first overcome to 
obtain robust protocols for the assessment of meiobenthic communities. 
In the current study, a two-stage approach was designed to tackle 
some of the challenges that may arise when employing DNA meta-
barcoding for assessing the diversity of estuarine meiofauna. Our spe-
cific aims were to: 1) optimize several elements of the DNA 
metabarcoding workflow applied to meiofaunal communities, namely 
the amount of sediment used for DNA extraction and preferential 
markers and primer pairs to use; and 2) investigate the small-scale 
spatial variation of meiofauna communities within an estuary, 
including between sampling points a few meters apart, between tidal 
levels, and between sites along an estuarine gradient. For this purpose, 
we used as study system the Lima Estuary, located in the Atlantic coast 
of NW Iberia, which can be characterized as an average size estuary with 
low anthropogenic disturbance (Sousa et al., 2006, 2007). 
2. Material and methods 
2.1. Experimental design 
The current study was conducted in two stages. The first one focused 
on protocol optimisation, namely to assess the influence of the amount 
of sediment used for DNA extraction (0.5, 2.5 and 10.0 g) as well as 
marker [mitochondrial cytochrome c oxidase I (COI) and the nuclear 
small sub-unit rRNA gene (18S)] and primer used (three internal regions 
of the COI barcode region and three hypervariable regions of the 18S: 
V1–V2, V4 and V9) on the richness and diversity of meiofauna taxa 
recorded. The second stage addressed the spatial variation of meio-
benthic communities within and between four sampling stations in Lima 
estuary, using the sediment amount and the most efficient primer pairs 
selected in stage I. 
2.2. Sample collection and preservation 
2.2.1. Stage I: Optimisation of protocols 
Two sampling stations were selected for the optimisation of pro-
tocols in the stage I (Table 1): downstream, under mixoeuhaline con-
ditions (Darque, DAR, salinity: 34.00), and upstream with mesohaline 
conditions (Serreleis, SER, salinity: 6.15). In June 2016, the first 8 cm of 
sediments were collected with PVC corers (10 cm ø), and placed 
immediately on dry ice for transportation to the laboratory, where they 
were stored in Falcon® tubes at   20 �C until DNA extraction. Salinity 
was measured at both sampling stations using a field probe (Multipa-
rameter Sea Gauge YSI EXO 2) in the water surface in the lower tidal 
zone. 
2.2.2. Stage II: Spatial variation 
The second stage involved sampling in four stations in Lima estuary 
in June 2017, which included the two described in section 2.2.1, and 
two other intermediate stations: Meadela (MEA) and Santa Marta de 
Portuzelo (POR; Table 1; Fig. S1). The first 5 cm of sediment were 
collected directly to 50 mL sterile Falcon® tubes (3 cm ø), transported on 
dry ice to the laboratory, and stored at   20 �C until subsequent DNA 
extractions. At each station, three sampling points about 4–5 m apart 
were considered in each tidal level: the high and middle intertidal zones. 
Additional sediment samples were taken at each sampling station and 
intertidal zone to determine sediment grain size (Table S1) and total 
organic matter (TOM; Table S2). 
2.3. DNA extraction, amplification and HTS procedures 
2.3.1. Stage I: Optimisation of protocols 
Three different amounts of sediment (0.5 g, 2.5 g and 10.0 g) were 
used to test the influence of the sediments sample size on the number of 
Operational Taxonomic Units (OTUs) recovered and taxonomic 
composition of meiobenthic communities. In order to reduce as much as 
possible the loss of important taxa, such as protists and smaller or soft- 
bodied eukaryotes (Fonseca et al., 2010; Carugati et al., 2015; Nasci-
mento et al., 2018), the DNA was extracted directly from the sediments 
using the MoBio® DNA Isolation kits (PowerSoil cat#12888–100 for the 
0.5 g amount; PowerMax cat#12988–10 for 2.5 and 10.0 g amounts). 
Extraction procedures followed manufacturer’s instructions except for 
the usage of a multi-tube vortex during the lysis step, and setting up of 
the posterior centrifugation to 5 min. 
The production of amplicon libraries and the high-throughput 
sequencing (HTS) were carried out at Genoinseq (Biocant, Can-
tanhede, Portugal), as described below. Six different primer pairs were 
used to generate the amplicons to be analysed by HTS (Table S3). Three 
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primer pairs targeted the COI gene, here coded as COI-A (313 bp; Leray 
et al., 2013; Lobo et al., 2013), COI–B (310 bp; Gibson et al., 2014) and 
COI–C (250 bp; Lobo et al., 2013; Gibson et al., 2014). Other three aimed 
an equal number of regions of the 18S rRNA gene: V1–V2 (~400 bp; 
Creer et al., 2010), V4 (~400 bp; Stoeck et al., 2010; Lejzerowicz et al., 
2015) and V9 (~200 bp; Hardy et al., 2010). For each sample and primer 
pair, negative controls were included in the amplification reactions, and 
the resultant products were one-step purified, normalized and pooled. 
Amplicons were sequenced in an Illumina MiSeq platform according to 
standard procedures. The complete list of primer pairs, their approxi-
mate amplicon length and location within the respective marker, as well 
as detailed PCR amplification and HTS procedures, are available in 
Tables S3 and S4. 
2.3.2. Stage II: Spatial variation 
DNA was extracted from 10.0 g of sediment from each of the 24 
samples collected, using the QIAGEN® PowerMax Isolation kit 
(cat#12988–10), following the manufacturer’s instructions and pro-
cedures as in 2.3.1. The MoBio extraction kits used in the optimisation 
stage (stage I) were no longer available because they were acquired by 
QIAGEN in the meantime. However, the QIAGEN kit uses exactly the 
same components of the MoBio kit, and was certified by QIAGEN to 
provide comparable results. Since COI-A and V4 significantly resulted in 
a greater number of OTUs attributed to meiofauna compared to the 
other primer pairs (see section 3.1), they were selected in the stage II to 
evaluate the small-scale variation of the meiofauna community. 
Amplicon library preparation and HTS sequencing of COI-A and V4 was 
performed as described in 2.3.1. 
2.4. Bioinformatics pipeline 
The forward-R1 and reverse-R2 reads generated by HTS were merged 
and sorted-out using customized procedures in mothur v.1.39.5 (Schloss 
et al., 2009; Kozich et al., 2013) to remove primers, reduce sequencing 
biases and PCR errors, and de-replicate redundant reads. The detection 
and discard of chimeras and the de novo OTU clustering at 97% simi-
larity were performed using VSEARCH (Rognes et al., 2016) algorithm 
encoded in mothur. In order to ascertain the effect of the sediment 
amount on OTU and taxa richness, the number of useable reads under 
comparison was equalized by downsampling to the lowest read number 
using mothur. However, as this procedure is susceptible to distortions 
when using abundance data, namely creating false positives (McMurdie 
and Holmes, 2014), this step was not applied in the second stage of the 
experiment. OTUs with rare sequences (i.e., less than 9) were excluded 
in both stages, following Leray and Knowlton (2017) suggestion, to 
avoid sequencing artefacts not detected in previous data processing 
steps. In addition, OTUs detected in only one sample (here identified as 
singleton OTUs) were removed in order to avoid cross-talk errors on 
diversity estimation (Majaneva et al., 2015; Edgar and Flyvbjerg, 2018). 
The representative sequences of each OTU (i.e., the unique sequence 
in a data set clustered by the highest abundance of the centroid; Rognes 
et al., 2016) were BLASTed against the non-redundant nucleotide (nt) 
GenBank® library (Benson et al., 2018) with the following settings: 
evalue 1e  30, -max_target_seqs 50, -perc_identity 70. The top 50 matches 
were kept for subsequent taxonomic assignment to the lowest possible 
rank in MEGAN v.6.13.1 (Huson et al., 2016), following Weigand and 
Macher (2018). The nomenclature was verified manually in both the 
World Register of Marine Species (WoRMS) and National Centre for 
Biotechnology Information (NCBI) databases. Only the OTUs attributed 
to the meiofaunal groups, sensu Giere (2009), were used in subsequent 
analyses. 
OTU rarefaction for stage I and II and accumulation curves for stage 
II were determined separately for all OTUs and for meiofauna OTUs in 
RStudio v. February 1, 1335 (RStudio Team, 2018) with the vegan 
package (Oksanen et al., 2013). Raw sequencing data of each data-set 
was deposited in the Sequence Read Archive (SRA) of NCBI (http 
s://www.ncbi.nlm.nih.gov/sra/) in the BioProject PRJNA611064. 
2.5. Data analyses 
For stage I, meiofauna OTU richness and the proportion of OTU 
recorded by phylum were determined for each combination of primer 
pairs and amount of sediment employed, and averaged between the two 
sampling stations. A two-way ANOVA was used to assess the effect of the 
amount of sediment and primer pair on the number of meiofauna OTUs 
recovered (GraphPad Software, Inc.). 
For stage II, the proportion of overlapping OTUs (excluding singleton 
OTUs) was determined for each primer, within and between stations, 
and between intertidal zones, using the venn algorithm in mothur 
(Schloss et al., 2009; Kozich et al., 2013). The data were subsequently 
interpreted as OTU turnover, i.e., the proportion of different OTUs 
replaced within and between stations, and between intertidal zones, and 
displayed in bar-graphs (GraphPad Software, Inc.). OTU richness was 
determined for each intertidal level and locus, verified for normality, 
and displayed as the average of 3 sampling points for each intertidal 
level, within each station. A two-way ANOVA was used to assess the 
effect of intertidal level and sampling station in the number of recovered 
meiofauna OTUs (GraphPad Software, Inc.). Bray-Curtis measure of 
dissimilarity for each primer pair was calculated with the vegdist func-
tion in the R vegan package (Oksanen et al., 2013) to investigate meio-
fauna community’s structure through hierarchical clustering [hclust 
function with average linkage method; RStudio team (2018)]. A multi-
variate ANOVA based on dissimilarities (PERMANOVA) was tested by 
the adonis function (method: Bray-Curtis; nº of permutations: 1000) in 
the R vegan package (Oksanen et al., 2013), to assess the effects of 
intertidal zone (two factors: high and mid intertidal) and sampling sta-
tions (four factors: DAR, MEA, POR and SER) on meiofauna commun-
ity’s structure. Environmental data were previously normalized in % 
using the smallest and the largest value in each variable data set, in 
order to eliminate the units of measurement for data (GraphPad 
Table 1 
Physical-chemical data at the sampling stations of the Lima estuary. Acronyms, thalassic series (Por, 1972) and salinity are displayed for the four sampling stations. 
Percentage of total organic matter (TOM), % of sandy (i.e., 0.2–0.125 mm) and muddy (i.e., <0.125 mm) fraction in the sediments, according to the Udden-Wentworth 
scale (Udden, 1914; Wentworth, 1922), in the high intertidal zone (high) and middle intertidal zone (mid), for each sampling station.   
Intertidal zone Darque Meadela Santa Marta de Portuzelo Serreleis 
Sampling station acronym  DAR MEA POR SER 
Coordinates lat 41�6803300N 41�6905100N 41�6907800N 41�7000800N 
lon 08�8207600W 08�8101200W 08�770180W 08�7409300W 
Thalassic series  mixoeuhaline mesohaline mesohaline mesohaline 
Salinity  28.31 15.84 9.10 11.42 
% TOM high 1.64 3.79 6.71 3.46  
mid 0.85 1.72 4.63 1.39 
% of sandy sediments high 80.04 61.19 59.63 65.72 
mid 84.24 70.56 77.96 68.04 
% of muddy sediments high 10.33 1.35 6.29 0.21 
mid 13.14 0.51 4.64 0.36  
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Software, Inc.). Heatmaps (basic R heatmap.2 function) were built to 
assess the log-transformed (log (xþ1)) absolute sequence abundance of 
meiofauna OTUs among sampling units for each marker loci. In order to 
investigate the relationship between meiofauna OTUs and the main 
environmental parameters (i.e., salinity, TOM, % of sandy and muddy 
fractions), the Canonical Correspondence Analysis (CCA) was performed 
for each primer pair, testing the significance of constrained inertia by 
the ANOVA. Lastly, the relative abundance of phyla was determined as 
cumulative frequency for each station (GraphPad Software, Inc.). 
3. Results 
3.1. Stage I: Optimisation of protocols 
The Illumina MiSeq high-throughput sequencing generated the 
following numbers of merged reads: 505,255 (COI-A), 374,109 (COI–B), 
571,868 (COI–C), 394,839 (V1–V2), 362,121 (V4) and 505,833 (V9). 
The following number of representative sequences were produced: 
24,144 (COI-A), 73 (COI–B), 91,522 (COI–C), 42,631 (V1–V2), 58,690 
(V4) and 20,909 (V9). For the COI–B primer pair, a considerable number 
of reads of insufficient length (<50bp) were found and eliminated 
following alignment against the reference sequences (Tables S5–A). As a 
consequence, we had not a sufficient number of reads to perform further 
analyses for this primer pair. For the remaining data, rarefaction curves 
achieved the saturation (Fig. S2) and the highest number of meiofauna 
OTUs was recorded using 10.0 g of sediment (Fig. 1). Namely, for COI-A 
and V4 primer pairs, up to 1.4 and 1.7 times more OTUs were found 
respectively in the 10.0 g of sediment, compared to the next richest 
sediment amount, while approx. 2 times more OTUs were found in 
relation to the lowest amount of sediment tested in both primer pairs. 
However, no significant differences were found among the amounts of 
sediment used in terms of the number of meiofauna OTUs recorded 
(two-way ANOVA, F ¼ 3.3, p ¼ 0.06) or for the interaction between the 
two factors (two-way ANOVA, F ¼ 0.5, p ¼ 0.8). On the other hand, the 
primer pair employed affected significantly the number of recovered 
meiofauna OTUs (two-way ANOVA, F ¼ 6.5, p ¼ 0.003), and globally 
the highest number of OTUs was recovered with the primer pairs COI-A 
and V4, for COI and 18S marker loci, respectively (Fig. 1). 
Qualitatively, a large percentage of OTUs was not assigned to any 
high taxonomic rank (Fig. S3, Tables S6–A). Among the OTUs attributed 
to meiofaunal organisms, a higher number of phyla was recorded using 
COI-A and V4, with 2–4 more phyla than the other primer pairs (Fig. 2). 
The two marker loci used were somewhat complementary in their ability 
to recover different phyla: Amoebozoa and Gastrotricha were prefer-
entially detected using COI, while Rotifera and Platyhelminthes pref-
erentially detected with 18S (Fig. 2). Additionally, Sipuncula was only 
detected with COI–C, while Cnidaria and Ciliophora only with V4 and 
V9 for 18S (Fig. 2). 
3.2. Stage II. Spatial variation 
3.2.1. Rarefaction and accumulation curves 
About half of the initial reads of COI-A and V4 were grouped in OTUs 
and subsequently taxonomically assigned (Tables S5–B). OTU richness 
of meiofauna along the four stations in the Lima estuary satisfactorily 
reached saturation (Fig. S4). The accumulation curves displayed a steep 
increase of OTU abundance as a function of the sampling effort (Fig. S5). 
Curves approached saturation at a sampling effort of about 5–6 samples 
for both marker loci and in each of the four sampling stations (Fig. S5). 
3.2.2. Variation within stations and between intertidal levels 
The spatial structure of meiofauna communities at small-scale was 
quite pronounced, with an average OTU turnover of approx. 91% (COI- 
A) and 88% (V4) between sampling points a few meters apart, within the 
same intertidal zone in each station (Fig. 3-A). Meiofauna from high 
intertidal zones and communities targeted with V4 displayed higher 
OTU turnover, while the lowest values were found at SER station for 
both marker loci (Fig. 3-A). OTU turnover between intertidal zones 
ranged approx. from 59 to 83% and from approx. 63 to 80% respectively 
for COI-A and V4, when using the pooled data for 3 sampling points 
within each zone and station (Fig. 3-B). Among the four sampling sta-
tions, the lowest OTU turnover values were recorded within SER for both 
primer pairs, followed by DAR, POR and MEA (Fig. 3-B). 
3.2.3. Variation between sampling stations 
On average, OTU occurrence overlap was relatively low between the 
stations for both COI and 18S, with an average of approx. 11–12% be-
tween each pair of stations, approx. 6–8% between triplets of stations 
and only approx. 5–6% between the four stations (Fig. S6). In particular, 
the lowest turnover was found between POR/SER for both primer pairs 
(approx. 85%), while the highest between DAR/POR for COI-A (approx. 
92%) and between MEA/SER for V4 (approx. 90%). 
For both primer pairs, the OTU richness showed globally low vari-
ation and did not differ significantly among stations (two-way ANOVA, 
F ¼ 0.04 and 1.6, p ¼ 1.0 and 0.2, for COI-A and V4, respectively; Fig. 4). 
Although slightly higher values were found in the upper littoral zone of 
downstream stations and lower in the upstream one, especially at POR 
(Fig. 4), no significant differences were found in OTUrichness between 
tidal levels for both primer pairs (two-way ANOVA, F ¼ 0.2 and 0.02, p 
¼ 0.7 and 0.9, for COI-A and V4, respectively) or for the interaction 
between both factors (two-way ANOVA, F ¼ 2.2 and 3.1, p ¼ 0.1 and 
0.06, for COI-A and V4, respectively). 
Heatmaps of both marker loci revealed differences in the occurrence 
of the OTUs among sampling stations and, to a lower extent, between 
intertidal zones (Fig. 5). No common OTUs were detected in all the 24 
sampling points for any of the markers. However, some OTUs had a 
more widespread occurrence, being recorded in most (>50%) of the 
sampling points. On the other hand, exclusive OTUs were found for 
particular stations or intertidal levels, hence characterizing and 
discriminating those locations. The most common OTUs belonged to a 
diverse set of meiofaunal taxa, including Hexanauplia, Ostracoda, 
Trombidiformes, Chromadorea, Clitellata, Polychaeta, Proseriata, 
Rhabditophora, Chaetonotida, Acoela, Eurotatoria (Tables S7 and S8). 
The exclusive OTUs detected with COI were recorded at each sampling 
station, including OTUs belonging to the taxa Hexanauplia (DAR), Cli-
tellata, (MEA), Eurotatoria (POR) and Clitellata (SER), while for the 18S 
belonged to Acoela and Gnathostomulita, which were found only in 
MEA, and Proseriata and Clitellata found in POR (Tables S7 and S8, 
respectively). 
Canonical correspondence analysis (CCA) of the relationships be-
tween environmental variables and meiofauna OTUs showed that the 
first two axes explained approx. 66% and 67% of the total variance for 
COI-A and V4, respectively (Fig. 6). In general, the samples from the 
Fig. 1. Number of OTUs recorded in the Lima estuary for each amount of 
sediment used for DNA extraction and for each primer pair (average of 2 
sampling stations þSEM). 
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Fig. 2. Percentage of OTUs per meiofauna phylum for each of the five primer pairs (COI-A, COI–C, V1–V2, V4, V9) and sediment amount. Numbers at the top of the 
bars represent the number of phyla found for each primer and sediment amount combination. The phylum Arthropoda was split into Crustacea and Arachnida 
(Trombidiformes). 
Fig. 3. Percentage of meiofauna OTU turnover in Lima estuary: A) between each sampling point 4–5 m apart, at each intertidal level of the four sampling stations and 
B) between intertidal levels within each station. DAR, Darque; MEA, Meadela; POR, Santa Marta de Portuzelo; SER, Serreleis. 
Fig. 4. Number of meiofaunal OTUs detected in each station and tidal level (average of 3 sampling points þSEM) for each target locus: A) COI-A and B) V4. DAR, 
Darque; MEA, Meadela; POR, Santa Marta de Portuzelo; SER, Serreleis. 
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same stations grouped together and, in most cases, there was also a clear 
distinction between tidal levels within the same station for both markers 
(e.g., POR, DAR and MEA). Results were supported by a non-parametric 
multivariate analysis of the cluster dendrogram (Fig. S7) that indicated 
that the sampling station (PERMANOVA, F ¼ 2.4 and 2.9, for COI-A and 
V4, respectively, p ¼ 0.001, for both markers; Table S9) and the inter-
action between sampling station and tidal level (PERMANOVA, F ¼ 1.6 
and p ¼ 0.004 and F ¼ 1.8, and p ¼ 0.002, for COI-A and V4, 
respectively; Table S9) significantly affected meiofauna communities’ 
structure assessed with both markers. Moreover, for V4, the tidal level 
also affected significantly meiofauna community structure (PERMA-
NOVA, F ¼ 1.8, p ¼ 0.02; Table S9). Altogether, environmental variables 
appeared to influence significantly the structure of meiofauna commu-
nities, for both markers (ANOVA, p < 0.001, for both markers). In 
particular, salinity was highly correlated with the second axis for COI-A 
and with the first axis for V4 (Fig. 6). 
Fig. 5. Heatmaps of meiofauna OTUs among sampling stations and intertidal zones of Lima estuary assessed with COI-A (A) and V4 (B). DAR, Darque; MEA, 
Meadela; POR, Santa Marta de Portuzelo; SER, Serreleis. 
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As patent in stage I results, a low attribution rate of OTUs was also 
found in the stage II of the study (Fig. S8, Table S10). The comple-
mentarity between the marker loci in the preferential recovery of 
taxonomic groups was evident both at phyla and class levels (Figs. 7 and 
S9). OTUs attributions decreased from higher to lower taxonomic ranks 
(Table S10). Higher taxa were exclusively or preferentially detected by 
COI-A (Amoebozoa, Cnidaria, Mollusca, Porifera and Rotifera), or by V4 
(Ciliophora, Ctenophora, Gnathostomulida, Heliozoa, Platyhelminthes, 
Xenacoelomorpha; Fig. 7-A). Among the most abundant taxonomic 
groups for both marker loci, Annelida, Crustacea, Nematoda and Pla-
tyhelminthes, in addition to Amoebozoa (for COI-A) and Ciliophora (for 
V4), were detected (Fig. 7-B). Nematoda and Amoebozoa are the most 
relevant taxonomic groups for COI-A, while Platyhelminthes, Nematoda 
and Ciliophora are the most abundant for V4. Results showed a clear 
difference in the distribution of taxonomic groups among sampling 
stations. OTUs attributed to Nematoda and to Ciliophora were equally 
abundant in all the sampling stations, with the exception of SER, when 
using V4. Amoebozoa (for COI-A), Platyhelminthes, Nematoda and 
Ciliophora (for V4) presented greater OTUrichness always at POR 
station. 
Nematoda were more abundant at DAR and SER when using COI-A; 
Annelida were slightly more abundant in MEA for both primer pairs, 
while Crustacea were somewhat less abundant at POR station with COI- 
A and in DAR with V4. Amoebozoans (COI-A), ciliophorans and Platy-
helminthes (V4) increased in the upstream direction (Fig. 7-B). 
4. Discussion 
Currently available molecular technologies offer great promise to 
improve our understanding of the diversity and dynamics of benthic 
organisms, therefore enhancing our ability to evaluate less well-known 
but relevant communities, such as the estuarine meiofauna. Most 
studies to date applying high throughput sequencing to meiofauna ap-
praisals focus mainly on deep or coastal marine environments and/or 
their assessment in response to environmental impacts (Creer et al., 
2010; Brannock et al., 2014; Fonseca et al., 2014; Guardiola et al., 2015, 
2016; Haenel et al., 2017; Nascimento et al., 2018; Cordier et al., 2019). 
Almost all of these studies use a single molecular marker (generally 18S) 
and only one primer pair at the time (Creer et al., 2010; Fonseca et al., 
2010, 2014; Brannock and Halanych, 2015; Guardiola et al., 2015, 
2016; Lejzerowicz et al., 2015; Nascimento et al., 2018). Few of them 
use both COI and 18S and a selection of multiple primer pairs (Cowart 
et al., 2015; Haenel et al., 2017; Cordier et al., 2019). Only two studies 
mentioned above consider the sample size as a weighting component for 
sampling meiofauna community (Brannock and Halanych, 2015; Nas-
cimento et al., 2018). Comparatively few molecular investigations focus 
on estuarine or freshwater meiofauna (Chariton et al., 2010; Lallias 
et al., 2015; Weigand and Macher, 2018) and this study, to our knowl-
edge, is the first assessment of estuarine meiofauna in the Atlantic 
Lusitanian biogeographic province. In addition, few studies have used a 
multifactorial approach, in which the sample size, two molecular 
markers and different sets of primer pairs are screened in order to better 
understand the small-scale spatial variation of estuarine meiofaunal 
communities. 
4.1. Stage I: Optimisation of protocols 
Globally, the results indicated that using 10.0 g of sediment for DNA 
extraction can have a sizeable influence on the number of meiofaunal 
OTUs and phyla recorded, and it is most likely to recover more 
comprehensively the diversity of the community. Although Brannock 
and Halanych (2015) did not observe meaningfull effects of the amount 
of sediment on the recovery of marine benthic diversity, other previous 
studies on soil microbiomes (Ellingsøe et al., 2002; Penton et al., 2016) 
Fig. 6. Canonical correspondence analysis diagrams for ordination of main environmental parameters and meiofauna OTUs assessed with COI-A (A) and V4 (B). 
Salinity (S), total organic matter (TOM), % of sandy sediments (0.125–2.000 mm grain size) and % of muddy sediments (<0.125 mm grain size). DAR, Darque; MEA, 
Meadela; POR, Santa Marta de Portuzelo; SER, Serreleis. 
M. Fais et al.                                                                                                                                                                                                                                     
Estuarine, Coastal and Shelf Science 238 (2020) 106683
8
have shown that sample size influences structure and diversity, report-
ing 10.0 g of sample as an adequate volume for assessing the commu-
nities. Moreover, a recent study on marine meiofauna demonstrated that 
volumes �0.20 g are inefficient for detecting small-scale variation, 
while 10.0 g were significantly more suitable to assess the structure of 
the community (Nascimento et al., 2018). This amount also constitutes a 
good compromise between a practical amount of sediment to handle, 
regarding DNA extraction procedures, and a fair assessment of the 
community’s diversity; therefore, it was selected to be used in the sec-
ond phase of the present study. 
Community richness and structure may be also influenced by the 
target loci and primer pairs employed (Cristescu, 2014; Carugati et al., 
2015; Deiner et al., 2015; Sinniger et al., 2016; Haenel et al., 2017; 
Cristescu and Hebert, 2018). DNA based assessments of meiofauna 
communities have frequently used various regions of the 18S rRNA gene 
as a target marker, thanks to its great abundance in the genome, 
amplification with universal primers, availability of reference libraries, 
and its use for discerning phylogenetic relationships (Creer et al., 2010; 
Fonseca et al., 2010; Chariton et al., 2014; Carugati et al., 2015). 
Nevertheless, 18S has limited resolution at lower taxonomic levels (i.e., 
species) due to its slower rate of evolution compared to COI (Tang et al., 
2012; Fontaneto et al., 2015; Lejzerowicz et al., 2015). Moreover, while 
for COI the reference library usually comprises a single region of 658 bp 
(COI), the reference library for 18S is highly fragmented in most cases, 
including different combinations of the 9 different hypervariable regions 
for each taxa, with a not-well defined length across the eukaryotes. Both 
marker loci also have a gap in the taxa recorded in public reference li-
braries (Tang et al., 2012; Weigand et al., 2019). To overcome these 
limitations, the two marker loci have been combined in a number of 
studies assessing natural communities, including meiofauna (Cowart 
et al., 2015; Leasi et al., 2016; Haenel et al., 2017; Cristescu and Hebert, 
2018; Grey et al., 2018; Wangensteen et al., 2018). 
The fair proportions of unassigned OTUs obtained with both COI and 
18S are likely a result of significant gaps in meiofauna taxa deposited in 
the nucleotide database used in the present study (i.e., GenBank). Hence, 
either disparites in taxonomic representativeness in reference libraries 
and/or primer bias, may have contributed to some level of comple-
mentarity between the two markers employed (COI or 18S) in the 
taxonomic breadth of recorded OTUs. For instance, Amoebozoa and 
Porifera were preferentially or exclusively detected with COI, while 
Ciliophora and Platyhelminthes with 18S. Thence, if the goal is to 
characterize as best as possible the communities, 18S and COI should be 
used together in DNA metabarcoding studies on meiofauna assemblages, 
as suggested by previous investigations (Cowart et al., 2015; Leasi et al., 
2016; Cristescu and Hebert, 2018; Grey et al., 2018) and reinforced by 
the present study. Nevertheless, not all the primer pairs within a marker 
locus have the same detection performance (Hadziavdic et al., 2014; 
Haenel et al., 2017; Hollatz et al., 2017; Lobo et al., 2017). In the present 
study, the COI-A (for the COI sub-region) and the V4 (for the 18S rRNA 
gene) primers were the ones with a better performance in terms of OTUs 
recovered and taxonomic diversity of meiofauna, and were consequently 
selected for the stage II of the study. Two of the 18S rRNA gene primers 
(V4 and V9) did not differ much in number of OTUs recovered, but 
globally V4 captured a slightly higher number of phyla. 
4.2. Stage II: Spatial variation 
The achievement of saturation in the accumulation curves is an 
important criterion in environmental monitoring, allowing to design an 
optimal sampling effort for the studied community (Thompson and 
Withers, 2003; Thompson et al., 2003, 2007). Accumulation curves in 
this study were asymptotic for both primer pairs, suggesting that the 
sampling effort applied was adequate to inventory the meiofauna di-
versity in Lima estuary, with 5–6 sampling points per sampling station 
determined as the minimum required to reach saturation. 
OTU turnover was fairly high among sampling points within each 
station, particularly if we consider that they were only a few meters 
apart. This pattern of high OTU turnover at a small scale was consis-
tently observed for both target loci and in all sampling stations. High 
spatial variation in estuarine meiofauna communities has already been 
recorded both through classical biomonitoring studies and meta-
barcoding (viz. Alves et al., 2009; Lallias et al., 2015; Sun et al., 2017). 
The present study not only does confirm the patchy distribution of 
meiofauna, but emphasizes this relevant observation at a narrow spatial 
scale (i.e., between sampling points a few meters apart, and between the 
high and the middle intertidal zone), and warn for its consequences for 
estuarine meiofaunal surveys and ecological status assessment. Consid-
ering these findings together with the results of the accumulation curves, 
in order to capture more accurately the composition of the meiofaunal 
communities in estuarine ecosystems, it would be appropriate to apply a 
clustering sampling approach (Wang et al., 2012), with a minimum of 6 
sampling points within a station, covering different levels of the inter-
tidal zone. 
Results indicated that the meiofauna OTU richness recovered is more 
variable among stations when targeted with 18S compared to COI. This 
difference reinforces the motivation to use more than one marker locus 
when assessing meiobenthic communities through DNA metabarcoding, 
as discussed above. Regardless of the primer pair used, the occurrence of 
particular OTUs varies along the four sampled stations, with highly 
frequent, moderately frequent and rare OTUs being differently recorded, 
as expected (Sun et al., 2017 and references therein). OTU occurrence 
and heatmaps showed more incidence of frequent OTUs in the most 
upstream station (SER), moderately frequent OTUs in the most down-
stream (DAR) and in the POR stations, and rare OTUs at MEA station. 
The presence of most common OTUs at SER would support the hy-
pothesis of more stable environmental conditions. On the other hand, 
intermediate and rare OTUs could indicate the presence of more 
opportunistic species, able to eventually become more abundant 
depending on the environmental changes, as demonstrated in previous 
Fig. 7. Relative abundance of phyla attributed to meiofauna taxa (A) and 
distribution of most abundant phyla (B) detected at the four sampling stations, 
for each marker loci. Arthropoda were split into Crustacea and Arachnida 
(Trombidiformes). DAR, Darque; MEA, Meadela; POR, Santa Marta de Portu-
zelo; SER, Serreleis. 
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studies (viz., Sun et al. and references therein). Moreover, meiofauna 
community of Lima estuary is generally grouped by sampling stations, 
with some local assemblages determined by key environmental factors. 
Indeed, from the analysis on CCAs, the relevance of salinity in shaping 
small-scale meiofauna variation emerged from the other environmental 
features considered. However, CCAs were able to explain about 67% of 
variance for both marker loci used, meaning that other factors not 
considered in this study (e.g., oxygenation in the interstitial space; nu-
trients; trophic interaction between meiofauna and microbiome and/or 
macrobenthos) may have additional influence in the meiofauna com-
munity’s structure of Lima estuary. Several studies have shown how 
salinity fluctuations are determinant for spatial sorting of estuarine 
meiofauna assemblages (Alves et al., 2009 and references therein; Lal-
lias et al., 2015; Sun et al., 2017). However, different studies emphasize 
that other abiotic and biological factors (e.g., sediment grain size, 
availability of organic matter, predation, competition, reproductive 
strategies, etc.) contribute to characterize the patchy distribution pat-
terns of this community (Alves et al., 2009 and references therein; Faria 
et al., 2018). 
From a taxonomic point of view, both morphology (Warwick and 
Gee, 1984; Alves et al., 2009) and DNA-based approaches (Fonseca 
et al., 2010, 2014; Lallias et al., 2015; Faria et al., 2018) have been 
recording nematodes as one of the most dominant groups of meiobenthic 
communities, especially in fine sediments. This research confirmed their 
dominance across the sampling stations, together with other emerging 
groups (platyhelminths, crustaceans, annelids, ciliophorans and amoe-
bozoans). As expected, considering the main groups of these represen-
tative phyla, Chromadorea (Nematoda) were more abundant at higher 
salinity, while Rhabdocoela (Platyhelminthes) at lower salinity. The 
same complementarity was found in Polychaeta vs. Clitellata (within 
Annelida) and in Hexanauplia vs. Ostracoda (Arthropoda, Crustacea). 
Within meiofauna protists, Discosea and Spirotrichea were higher at the 
upstream stations. 
5. Conclusion 
On one hand, this study showed how the sample’s size (i.e., amount 
of sediment), the choice of marker loci and primer pairs, and the sam-
pling’s spatial design may influence the assessment of the diversity and 
taxonomic composition of estuarine meiobenthic communities. On the 
other hand, it emphasizes variation of the composition of the meiofauna 
at a short distance (i.e., 4–5 m apart). This highly patchy distribution of 
meiofauna recorded in Lima estuary probably reflects the presence of 
numerous microhabitats generated by small-scale changes in environ-
mental factors, resulting in the development of very localized commu-
nities. The presence of station specific and low-frequency OTUs in the 
micro-eukaryotic communities, as well as the high OTU turnover at 
small spatial scale suggests the need to re-appreciate the common 
perception of the trend for somewhat widespread and uniform occur-
rence of meiofauna taxa. Further investigation must be performed using 
comprehensive spatial and time scales to deepen our understanding of 
the distribution and occurrence patterns of the estuarine meiofauna, in 
Lima estuary and other nearby coastal ecosystems of the Atlantic Lusi-
tanian biogeographic province. 
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